Pyridylbenzimidazole based Re(I)(CO) 3 complexes: antimicrobial activity, spectroscopic and density functional theory calculations
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Evaluation of antimicrobial properties
Cytotoxicity Assay 
Figure S1 AT IR spectra of the studied Re(I) complexes. Figure Corning 3640) for each bacterial/fungal strain, all in duplicate (n=2), and keeping the final DMSO concentration to a maximum of 0.5%. All bacteria were cultured in Cation-adjusted Mueller Hinton broth at 37 °C overnight. A sample of each culture was then diluted 40-fold in fresh broth and incubated at 37 °C for 1.5-3 h. The resultant mid-log phase cultures were diluted (CFU/mL, measured the absorbance at 600 nm), then added to each well of the compound containing plates, giving a cell density of 5 × 10 5 CFU/mL and a total volume of 50 µL. All the plates were covered and incubated at 37 °C for 18 h without shaking. The inhibition of the bacterial growth was determined by OD 600 using a Tecan M1000
Pro monochromator plate reader. The percentage of growth inhibition was calculated for each well, using the negative control (media only) and positive control (bacteria without inhibitors) on the same plate as references. The MIC was determined as the lowest concentration at which the growth was fully inhibited, defined by an inhibition ≥ 80%. In addition, the maximal percentage of growth inhibition is reported as D Max , indicating any compounds with partial activity plates.
Fungi strains were cultured for 3 days on Yeast Extract-peptone Dextrose agar at 30 °C. A yeast suspension of 1 × 10 6 to 5 × 10 6 CFU/mL (determined by OD 600 ) was prepared from five colonies. The suspension was subsequently diluted and added to each well of the sample-containing plates giving a cell density of fungi suspension of 2.5 × 10 3 CFU/mL and total volume of 50 μL. All plates were covered and incubated at 35 °C for 36 h without shaking. The growth inhibition of Candida albicans was measured at 630 nm, while that of Cryptococcus neoformans was determined by measuring the difference in absorbance at 600 and 570 nm, after the addition of resazurin (0.001%, final concentration) and incubation at 35 °C for 2 h. The absorbance was measured using a Biotek Multiflo Synergy HTX plate reader and controls. The MIC was determined as the lowest concentration at which the growth was fully inhibited, defined by an inhibition = 80% for Candida albicans and an inhibition = S28 70% for Cryptococcus neoformans. Due to a higher variance in the growth and inhibition, a lower threshold was applied to the data for Cryptococcus neoformans. In addition, the maximal percentage of growth inhibition is reported as D Max , indicating any compounds with marginal activity.
Cytotoxicity Assay
Human embryonic kidney HEK293 cells were counted manually in a Neubauer haemocytometer and then plated in the 384-well plates containing complex 5 to give a density of 5000 cells/well in a final volume of 50 μL. Dulbecco's Modified Eagle Medium (DMEM) supplemented with 10% FBS was used as growth media and the cells were incubated together with the compounds for 20 h at 37 °C in 5% CO 2 .
Cytotoxicity (or cell viability) was measured by Fluorescence (excitation 560/10, emission 590/10 nm) (F 560/590 ), after addition of 5 μL of 25 μg/mL resazurin (2.3 μg/mL final concentration) and after incubation for further 3 h at 37 37 °C in 5% CO 2 . The intensity was measured using Tecan M1000 Pro monochromator plate reader, using automatic gain calculation. CC 50 (the concentration at 50% cytotoxicity) was calculated by curve fitting the inhibition values vs. logC using a sigmoidal doseresponse function, with variable fitting values for bottom, top and slope. The curve fitting was implemented using Pipeline Pilot's dose-response component, resulting in similar values to curve fitting tools such as GraphPad's Prism and IDBS's XlFit. 
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